Abstract
Introduction
Thymic deletion and anergy induction play an essential role in tolerizing the developing T lymphocytes repertoire to self-antigens. Some potentially autoreactive T lymphocytes, however, escape to the periphery where they are kept under control by multiple mechanisms, e.g. induction of anergy, deletion, and suppression by regulatory T cells (T reg ). The best-characterized T reg population is composed of CD4 + CD25
+ T lymphocytes (1, 2) . CD4 + CD25 + T reg have been shown not only to prevent autoimmunity (3) (4) (5) , but also to mediate transplantation tolerance (6) (7) (8) (9) , to suppress maternal immune aggression against the fetus (10) , and to regulate immunity to viral and parasite infections (11, 12) . is proportional to the dose of peptide presented by the APC and that it reflects T cell reactivity against APC (34, 35, 37). Therefore, we reasoned that analysis of MHC class II display by different thymocyte subpopulations should shed light on the nature of the cellular interactions involved in the selection of CD25 -and CD25 + CD4SP thymocytes. We here report how this approach allowed us to follow the evolution of the T reg -repertoire during the distinct stages of its development, and to evaluate the contribution of the different thymic cellular compartments in this process.
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Materials and Methods

Mice
C57Bl/6, DBA/2, BALB/c and DO11.10 TCR transgenic BALB/c mice (38) mice were purchased from the Centre de Recherche et d'Elevage Janvier (Le Genest St. Isle, France).
C57Bl/6 mice deficient in β2-microglobulin (39), IA β b (40) and TCRα (41) were obtained from the Centre de Développement des Techniques Avancées-Centre National de la Recherche Scientifique (Orléans, France All experiments involving animals were performed in compliance with the relevant laws and institutional guidelines (Regional approval N° 31-13).
Antibodies
The following antibodies (abs) and secondary reagents were used for phenotypic analysis:
FITC, PE and APC-labeled anti-CD4 (GK1.5), FITC and APC-labeled anti-CD8 (53.6.7), PE- 
anti-Vβ12 (MR11-1), anti-Vβ14 (14-2) TCR and biotin-labeled isotype-matched controls (BD PharMingen, Heidelberg, Germany), biotin-labeled anti-I-A/I-E (M5/114).
Flow cytometry
Thymi and lymph nodes were homogenized, washed once in medium, and resuspended in 
Bone marrow chimeras
Irradiation bone marrow chimeras were generated by lethally irradiating (8.5 Gy gamma) C57Bl/6 hosts using a 137 Cs source (7 Gy/min). The next day, irradiated mice were reconstituted by i.v. injection of 10x10 6 bone marrow cells depleted of T cells using anti-Thy 1 mAb (AT83, (44)) and complement (Saxon Europe, Suffolk, U.K.). Chimeras were kept on antibiotic containing water (0.2% Bactrim, Roche, Basel, Switzerland) for the complete duration of the experiment (4 weeks).
Statistical analysis
The relative MHC class II expression was calculated as follows: MFI of I-A ÷ MFI of isotype matched control of all the thymic and lymph node subpopulations analyzed. Statistically significant differences between subpopulations were assessed using Student's t test and are indicated as: * p<0.05; ** p<0.01; *** p<0.001, **** p<0.0001.
Results
Thymocytes capture MHC class II molecules from the thymic microenvironment.
It has previously been reported that thymocytes do not express endogenous MHC class II molecules but that they can acquire it from the thymic environment (26-28). We verified these findings in mixed bone marrow chimeras generated by lethally irradiating wild type (wt) (Fig. 6B, right) . Furthermore, they support the view that the T reg repertoire, enriched during thymic selection in cells bearing TCR with high avidity for selfligand, is maintained in the periphery. 
